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Experimental animals and treatment
To investigate the effect of varying concentrations of dietary dammarane-type triterpene extract (DTE) supplementation on type 2 diabetes, after an acclimation period of 1 week, the body weights were determined and blood was collected from the tail vein to assay the glucose levels. The KK-Ay mice were randomly assigned to four groups matched for body weight and blood glucose levels. Mice daily consumed 6.0 g of a high-fat diet (QuickFat, CLEA Japan Inc., Tokyo, Japan) containing 1% DTE that included 10.5 mg dammarane-type triterpene components (DTE 10.5 mg/day; 1% DTE group, n = 6/group) or 0.1% DTE that included 1.0 mg dammarane-type triterpene components (DTE 1.0 mg/day; 0.1% DTE group, n = 6/group), or placebo (control group, n = 6/group) for 4 weeks. The mice were weighed weekly. Random blood glucose levels were measured weekly 2 h after the start of the light period (0900 h) using a glucometer (G-Checker; Sanko Jyunyaku Co. Ltd., Tokyo, Japan). After a 4-week dietary supplementation, oral glucose tolerance tests (OGTTs) were performed. Before application of an oral glucose load, the mice were fasted for 12 h. Glucose (2.0 mg/kg) was administered orally at 0 min, and blood was collected from the tail before (0 min) and 30, 60, 120, and 150 min after glucose administration. Blood glucose levels were determined using the glucometer as described above.

OGTT and insulin tolerance test (ITT) in B6-DIO mice
We investigated the effect of dietary DTE intake in C57BL/6J diet-induced obese (B6-DIO) mice (Charles River Laboratories Japan, Inc.), which serve as a model for diabetes. All mice consumed a high-fat diet (D12492, 524 kcal/100 g; 60% fats, 20% proteins and 20% carbohydrates, Research Diets Inc.). Body weight and blood glucose levels of blood samples collected from the tail vein were measured after an acclimation period of 1 week. The B6-DIO mice were then randomly assigned to two groups matched for body weight and blood glucose levels. The DTE and control groups were treated orally by gavage with 1.0 g/kg DTE and distilled water 10 mL/kg, respectively for 8 weeks. OGTTs and ITTs were performed after 8 weeks. Before administration of the oral glucose load or insulin injection, the mice were fasted for 14 h. OGTTs and ITTs were performed as described above.

Table
Supplemental Table 1. Body weights of KK-Ay mice before and after consumption of saponin extract (SE) or dammarane-type triterpene extract (DTE)
	
	Body weight (g)

	
	Initial
	After 4 weeks

	
	Mean
	SEM
	Mean
	SEM

	Control
	25.1
	0.2
	43.7
	1.1

	SE 72.8 mg/day
	24.2
	0.3
	42.1
	0.6

	SE 36.4 mg/day
	25.5
	0.3
	42.9
	0.7

	DTE 36.7 mg/day
	25.0
	0.3
	41.1
	0.8

	
	
	
	
	

	Control
	26.8
	0.4
	41.7
	1.0

	1% DTE
	26.8
	0.9
	43.2
	0.9

	0.1% DTE
	26.7
	0.4
	42.8
	0.5



Figures
Supplemental Fig. 1. Comparing effect of 1% and 0.1% dammarane-type triterpene extract (DTE) supplementation on blood glucose levels (A) and oral glucose tolerance tests (OGTTs) (B). Control (open circle), 1% DTE (closed circle), and 0.1% DTE group (closed square); n = 6/group. Control group fed 6 g/day quick fat diet; 1% and 0.1% DTE group fed 6 g/day quick fat diet containing DTE 10.5 mg/day and 5.25 mg/day, respectively. Data are mean ± standard error of the mean (SEM). Two-way repeated measures analysis of variance (ANOVA) was used followed by Tukey’s range test. Mean values with different letters (a,b,c) were significantly different (P < 0.05).

Supplemental Fig. 2. Blood glucose levels in (A) oral glucose tolerance tests (OGTTs) and (C) insulin tolerance tests (ITTs). Area under the curve (AUC) values of (B) OGTTs and (D) ITTs B6-DIO mice consumed high-fat diet and were administered 1.0 g/kg DTE (DTE group : closed circle) or water (control group : open circle), n = 5/group for 8 weeks. Data are mean ± standard error of the mean (SEM). (A and C) Two-way repeated measures analysis of variance (ANOVA) was used followed by Student’s t-test (*P < 0.05 and **P < 0.01). (B and D) One-way ANOVA followed by Student’s t-test (*P < 0.05).
